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Abstract: Cerebral hypoxia is a severe injury caused by oxygen deprivation to the brain.
Hypoxia in the neonatal period increases the risk for the development of neurological disorders,
including hypoxic-ischemic encephalopathy, cerebral palsy, periventricular leukomalacia, and
hydrocephalus. It is crucial to recognize hypoxia as soon as possible because early intervention
improves outcomes. Photoacoustic imaging, using at least two wavelengths, through a spec-
troscopic analysis, can measure brain oxygen saturation. Due to the spectral coloring effect
arising from the dependency of optical properties of biological tissues to the wavelength of light,
choosing the right wavelength-pair for efficient and most accurate oxygen saturation measurement
and consequently quantifying hypoxia at a specific depth is critical. Using a realistic neonate head
model and Monte Carlo simulations, we found practical wavelength-pairs that quantified regions
with hypoxia most accurately at different depths down to 22 mm into the cortex neighboring
the lateral ventricle. We also demonstrated, for the first time, that the accuracy of the sO;
measurement can be increased by adjusting the level of light energy for each wavelength-pair.
Considering the growing interest in photoacoustic imaging of the brain, this work will assist in
a more accurate use of photoacoustic spectroscopy and help in the clinical translation of this
promising imaging modality. Please note that explaining the effect of acoustic aberration of the
skull is not in the scope of this study.

© 2021 Optical Society of America under the terms of the OSA Open Access Publishing Agreement

1. Introduction

Tissue oxygen saturation (sO,) level, defined as the ratio of the concentration of oxy-hemoglobin
(HbO) to the concentration of the combination of oxy- and deoxy-hemoglobin (HbR) (i.e., total
hemoglobin [HbT]), is a critical hemodynamic parameter in clinical practice [1“11]. Insufficient
oxygen supply can lead to transient physiological dysfunction or permanent tissue damage [46].
One such case is cerebral hypoxia, in which the sO, level of the brain drops below a normal limit,
causing damage to the brain and resulting in hypoxic-ischemic encephalopathy associated with
variable degrees of sensorimotor and cognitive deficits [4,5]. The severity of brain damage, at
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least in part, depends on the level of sO, drop [12°14]. It is essential to monitor the sO; level
of the brain parenchyma to detect hypoxia promptly because early intervention is suggested to
improve functional outcomes in children with a diagnosis of hypoxic-ischemic encephalopathy
[4,5].

There are several diagnostic tools to measure and monitor sO; in the neonatal brain. Cranial
ultrasonography (CUS) has the benefit of being available at the newborn’s bedside; however it
has a low sensitivity for detecting the anomalies that are caused by hypoxia due to its inability to
measure tissue oxygen saturation. In contrast, second-stage diagnostic tools, magnetic resonance
imaging (MRI), computed tomography (CT), and positron emission tomography (PET), have
high sensitivity and specificity for the detection of brain injuries. However, they may not be used
as frontline modalities for routine screening of at-risk newborns, because MRI takes a long time
to scan (~1 hour), CT uses ionizing radiation, and PET requires a positron-emitting radionuclide.
A given neonate has to be transferred to a scanning room to undergo such an imaging test.
Near-infrared spectroscopy (NIRS) can potentially assist in measuring sO, [15“18], but it has a
poor spatial resolution which limits its use to the mapping at the cortical level [16]. Photoacoustic
(PA) imaging works based on the acoustic detection of optical absorption from endogenous tissue
chromophores [19°23]. Oxy- and deoxy-hemoglobin are the primary chromophores in the tissue.
The very high sensitivity of PA to HbO and HbR has been well demonstrated in both animal
models [2430] and humans [3134]. Using two wavelengths, the concentrations of HbO and
HbR, and consequently, sO; can be calculated, the results of which can be used for diagnosis,
therapy planning, and treatment monitoring [35“41].

sO, can be measured accurately using two wavelengths only if the fluence at a given location is
known for both wavelengths. Since optical properties of the tissue (e.g., absorption and scattering
coeflicients) are wavelength dependent, the fluence for different wavelengths is different; this
effect known as spectral coloring [4245], introduces an error in the calculation of sO,. Such error
increases in deeper depths due to the nonlinear nature of the light attenuation. Therefore, choosing
the right wavelength-pair for efficient and most accurate oxygenation saturation measurement,
and consequently accurately quantifying hypoxia at a specific depth is critical. There are several
methods proposed to mitigate the spectral coloring effect [45“54] including, model-based fluence
compensation algorithms [45°47], deep learning [49,50], the unmixing method based on fluence
eigenspectra [51] and wavelength optimization method [45,5254]. Recently, Holuchi et al.
[45] used Monte Carlo (MC) simulations to find optimum wavelength-pairs for accurate sO,
measurements of skin vessels. Since the skin vessels are located in shallow depths, their model
does not consider the effect of depth, hence it may not be adequate for quantifying cerebral
hypoxic regions in the brain. Further, to our best knowledge, nobody has explored the effect
of optimization of the optical energy of wavelength-pairs in the accuracy of oxygen saturation
measurements.

Here, we use a neonate head model made from MRI images, and utilize Monte Carlo simulations
to find the optimum wavelength combinations and their corresponding optimum energies at
different depths, for accurate quantification of the degree of hypoxia in the brain when using
photoacoustic spectroscopic imaging. This paper is organized as follows: in Section 2, we explain
the principal of sO, measurement and spectral coloring; in Section 3, we introduce our neonatal
head model including geometry, optical properties and specified hypoxic regions; in Section
4, we present the results in the following order: 1) we explain our proposed method using an
example wavelength-pair (780 nm & 830 nm) for an example hypoxic region at the depth of
14mm inside the brain tissue, 2) considering equal energies for the example wavelengths, we
reported the error in the estimation of hypoxia, 3) we introduced energy optimization using the
example wavelength-pair and reported the error in the estimation of hypoxia, 4) we repeated the
procedure for all wavelength-pairs between 500-1000 nm in 10 nm steps at 6 different depths, 5)
we reported the hypoxia estimation error for all wavelength-pairs with both equal energies and
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optimized energies at all depths. And finally, in section 5, we discussed several considerations
and assumptions that we used in this work in more details.

2. Theory: the principle of spectral coloring

When a tissue is irradiated by a nanosecond pulsed laser, thermoelastic expansion of tissue
chromophores occurs, resulting in an initial pressure and emission of acoustic waves. The initial
pressure, po, at the imaging target is proportional to the absorbance, A [J/m?], i.e. the amount of
absorbed energy per volume (see Eq. (1)). A is the product of absorption coefficient, y,[1/m],
and fluence, F [J/m?].

po=nl'A =nluF (1)

where, I" is Gruneisen parameter, and 7 is the heat conversion efficiency of the tissue. The
acoustic waves generated from the initial pressure sources, travel through the tissue, reaching the
ultrasound transducers. Finally, the PA signals acquired from transducers are used to reconstruct
a PA image to form a map of relative tissue absorption coeflicients. Knowing absorption
coeflicients at two wavelengths, 4; and A, one can calculate the concentration of sO; as the
ratio of the concentration of HbO to the concentration of HbT (see Eq. (2)):

[HbO] [HbO] enpr(A2 Jpa(A1 ) — empr(A1 Jpa(d2)

505 = [HbT] ~ [HbO] + [HbR] ~ demy (A2)pta(r ) — demy (A1) pa(d ) @

where egpr and €50 are the extinction coefficients of HbR and HbO, respectively, and Aeyp=erpr—
enpo- Having two PA images at two different wavelengths and knowing that p,(1) = po(1)/F(Q),
Eq. (2) can be written as,

soeaet _ [HbO] _ emr(2)po()/F (A1) = empr(A1)po(A2)/ F(A2) 3)
2 [HbO] + [HBR]  Aepp(A2)po(A1)/F (A1) = Adepp(A1)po(A2)/F(A2)

Equation (3), suggests that if we know the fluence at a given location for the two wavelengths,
A1 and A, we can measure the exact value of sO;. In practice, the fluence information is not
available, hence py is used instead of y, in Eq. (2) (see Eq. (4)).

SOSTim = eap(2)po(A1) — ap(A1)po(A2)
2 Aepp(A2)po(d1) — degp(A1)po(A2)

It can be seen from Eq. (3) that if F(1;) = F(A;) then sO?”"": sO5™!. However, F(4;) and
F(1,) are wavelength-dependent and generally are not equal. This effect, known as spectral
coloring, is the source of error in the estimation of sO;. Although an optimum wavelength pair
decreases the fluence difference and improves the accuracy of sO, measurement, adjusting the
energy of each selected wavelength could also decrease the fluence difference, because fluence is
directly proportional to the pulse energy. Therefore, we simultaneously optimize the wavelengths
and their pulse energy for the most accurate sO, measurement. A specific wavelength/energy
selection that decreases the spectral coloring effect at a given depth, may worsen it at other depths.
Therefore, we find and report best combinations of wavelengths at different depths.

“

3. Materials and methods
3.1. Simulation

We used an MRI atlas of a 37 weeks neonate, made by Cooper et al. [55], as the head model. The
size of the model is 136 mm X185 mm X146 mm with a resolution of 0.86 mm. The model is
composed of an extra-cranial tissue (ECT), cerebrospinal fluid (CSF), gray matter, white matter,
cerebellum, and brainstem. ECT includes scalp and skull; the averaged optical property of scalp
and skull has been assigned to this layer. Following the work by Steven L. Jacques [56], we
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combined gray matter, white matter, cerebellum, and brain stem, and named it brain tissue and
assigned the “neonatal brain” optical properties used in [56] to it (see Fig. 1(a)). As a result of
these approximations, in terms of optical properties, our head model composes of three tissues:
ECT, CSF and brain.
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Fig. 1. (a) Head model: sagittal view of a 37 weeks neonate atlas used for simulations.
ECT: extra-cranial tissue, CSF: cerebrospinal fluid. The areas with different colors show
regions of hypoxia. (b) At a given experiment, the selected voxels in normal tissue and a
region of hypoxia are used for analysis.

To model hypoxia, a pyramid-shaped region is created inside the head just above the ventricle
and continues until it reaches the surface of the cortex. The pyramid shape of the region represents
the branching of the vessels towards the surface of the cortex [57“60]. To assess the degree of
hypoxia at different depths, this region is divided into 6 sub-regions, each having a thickness of 4
mm and a center-to-center distance of 4 mm, located at depths 2 mm to 22 mm from the surface
of the cortex. We call each sub-region, a region of hypoxia (ROH); they are all shown in Fig. 1(a)
with different colors.

As for light illumination, a collimated source with a diameter of 2 cm (area ~3 cm?) is placed
on the surface of the scalp, illuminating the brain tissue (see Fig. 1(b)). Light illumination
is performed at 51 wavelengths ranging from 500 nm to 1000 nm in 10 nm steps. For each
wavelength, 10® photons were simulated inside the head model using MCX software [61] and
resulting fluence distributions were used for initial pressure (Eq. (1)) and sOg”’"” (Eq. 4))
calculations. Optical properties used for these simulations are explained in section 3.3.

3.2.  Simulation
We defined Hypoxia™¢ as

true
2,ROH

T e
SOZ,normal

sO'
true

Hypoxia™*® = |1

) x 100 Q)

where frue superscript denotes the ground truth values used in the simulations. In Eq. (5),

sOlre is the oxygen saturation for normal brain tissue and sO”"¢  is that for regions of
2,normal 2,ROH

hypoxia. We considered four SOZ ‘r‘formal values including 0.6, 0.7, 0.8 or 0.9 [62,63]. For each

5O o> We considered five values of sO'%,,; such that the Hypoxia™* in Eq. (5) equals to
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10%, 20%, 30% 40% or 50%. In total we simulated 20 different scenarios at each depth, and for
wavelengths between 500 nm to 1000 nm.

3.3. Optical properties

We calculated the values of scattering and absorption coefficients of ECT, CSF and brain tissue
from [56] for our simulations.

Scattering coefficient: Eq. (6) is used to estimate the reduced scattering coefficient, y, of
biological tissue for wavelengths 500 nm to 1000 nm.

, , /l -4 /l _bMig
us'(A) =a (fRay(W) +(1 _fRay)(W) ) (6)

a’ is the scaling factor equals to u,’(A = 500nm), fray and 1 — fr,, are contributions of Rayleigh
and Mie scattering, respectively. a’, frqy and by are the specific constants to biological tissue.
The scattering coefficient, ys, is then obtained from the relationship between u; and y; (i.e.,
e = ps(1 — g)). Here, g is the anisotropy factor. The constants in Eq. (6) used for ECT and brain
tissues are presented in Table 1. For ECT, we used averaged values of fqy, @’ and by;. of the
skin and bone. The reduced scattering coefficient of CSF was set to 0.3 mm~' [64].

Table 1. Constants used to generate ECT and brain tissue
scattering coefficient. ECT: extracerebral tissue

a Sray bitie g
ECT 344 0.22 0.52 0.9
Brain 27.4 0.32 1.09 0.9

Absorption coefficient: Major absorbers in biological tissues are HbR and HbO, water, melanin,
and fat. Using Eq. (7), we calculated the tissue absorption coefficient at different wavelengths.

Ma = B(Sotzme),ua,HbO +B(1 - (Sotzme))ﬂa,HbR + Wawater + Fﬂafat
+ Mﬂa,melunosome

)

where, B indicates the averaged blood volume fraction, W, water content, F, fat content, and M,
melanosome volume fraction of a specific tissue. Table 2 presents the values of 50’2”‘6, B, W, F,
and M that have been found in the literature [65°70]. Here, we assumed that the brain tissue
consists of water, fat and blood, and that the absorption coefficient of the CSF is same as that of
water. Refractive index is set to 1.37 for all tissues.

Table 2. Constants used in Eq. (7) to generate the absorption coefficient of ECT, CSF, normal brain
tissue, and ROH. ECT: extracranial tissue, and CSF: cerebrospinal fluid

B sOy™e w F M
ECT 0.015 [68,69] 0.8 [68,70] 0.485 [65] 0.0 0.001 [68]
CSF 0.0 0.0 1.0 0.0 0.0
Brain (normal) 0.0225 [67] 0.6-0.9 0.73 [65] 0.25 0.0
ROH 0.0225 0.3-0.81 0.73 0.25 0.0

4. Results
4.1. Synchronization optimization for efficient averaging

Although all the simulations have been performed in a three-dimensional model, we only presented
the coronal cross-section results, where the center of the light illumination source was placed
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and the fluence was maximum. 120 scenarios were tested: four sO, levels for normal tissue
and five hypoxia levels at six different depths. We also tested these scenarios at 51 wavelengths,
totaling 6120 simulations. To better explain the optimization procedure in this study, initially we
explained sO; calculation and hypoxia measurement algorithms for a sample wavelength-pair,
i.e., 780 nm and 830 nm; simulations were run for four normal tissue sO; levels and 5 hypoxia at
the depth of 14 mm. We then discussed the results for all 6120 simulations.

Figures 2(a) and 2(b) show initial pressure maps at 780nm and 830nm, respectively. Figure 2(c)
shows the estimate sO; calculated for wavelength-pair 780nm and 830nm using Eq. (4). To
quantify hypoxia in Fig. 2(c), we calculated the pixel intensity histogram of hypoxic and
surrounding normal tissue region depicted in Fig. 2(c) (see Fig. 3(a)). As seen in Fig. 3(a),
there is a distinct separation between two regions in the histogram corresponding to normal

and hypoxic tissue; we named the mean value of the normal region, sOZS”"” , and that for the
,normal

(indicated by two dashed-red lines in Fig. 3(a)). Similar to Hypoxia™*

: : estim
hypoxic region, S02,R0H

in Eq. (5), we defined Hypoxia®™™ to quantify the severity of the hypoxic region (see Eq. (8)).

' SOestim (/117/12)
Hypoxia® ™y, 1) = |1 — —=R%" "7 1 %100 (8)
sogsli’;r;mal(/h ’ /12)

'0 74

1 0.
14 16 18 20 22 24

40 20 40
Lateral (mm) Lateral (mm) Lateral (mm)
| . | .
-1 | 0.4 0.9
Initial Pressure (log,, Pa)3 9 Estimated sO,

Fig. 2. (a) Map of initial pressure at 780nm, (b) map of initial pressure at 830nm, (c) map

of estimated sO, using the wavelength pair, 780nm and 830nm with sO’Z’ e o =07 and

Hypoxia"¢=30%. The area inside the shaded region in ¢ shows the hypoxic region and the
area between two black borders contains the pixels of surrounding normal tissue which are
involved in the calculation of hypoxia.

Figure 3(b) shows Hypoxia®"™ versus Hypoxia™¢ for 20 scenarios at a depth of 14 mm for
the wavelength-pair, 780nm and 830nm. In this figure, we studied the accuracy of measuring

different levels of Hypoxia®"™ when the surrounding normal tissue has the soyve value of 0.6,
,normal

0.7, 0.8, or 0.9; the black dashed line shows the ideal Hypoxia®"™ which is equal to Hypoxia™"®
at any given sO5"¢ . the Hypoxia®"™ calculated for the case presented in Fig. 3(a) is specified
with a red dotted circle in Fig. 3(b). It can be seen that there is an underestimation for lower

values of sO’{i‘formal (i.e., 0.6, 0.7 and 0.8), and there is an overestimation for 0.9.
We reported the error for estimation of Hypoxia®'™ at each wavelength-pair, averaged over 20

scenarios, using Eq. (9). The error for hypoxia measurement for the wavelength-pair 780nm and
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Fig. 3. (a) pixel intensity histogram of estimated sO; for hypoxic and surrounding normal
tissue located at a depth of 14mm with a wavelength-pair 780nm and 830nm. Dashed-red

lines indicate the mean value of the normal region, sO%S”j(’)’;mal, and that for the hypoxic

region, sOng”O’H. (b) Hypoxia®'™ versus Hypoxia™"¢ for 20 scenarios (four sO, levels for
normal tissue and five hypoxia) at a depth of 14mm for the wavelength-pair, 780nm, and
830nm. The Hypoxia®"™" calculated for the case presented in Fig. 3(a) is specified with a

red dotted circle in Fig. 3(b).

830nm at a depth of 14 mm was calculated as 19%.

1
EVVOV(/l], /12) = E Zall solre Zall hypoxia'"e

2,normal

Hypoxia®'™™ (A, A») — Hypoxia™™¢

x 100 (9)

Hypoxia®¢

So far, we assumed that the pulse energy illuminated to the defined area, ~3cm? (see Section
3.1), is 20 mJ/cm? which is below the maximum permissible exposure (MPE) dictated by the
American National Standards Institute (ANSI) [71]. MPE for wavelengths 500 nm to 700 nm is
constant (i.e., 20 mJ/cm?), and increases at wavelengths greater than 700 nm (see the MPE graph
versus wavelength in Fig. 4). Additionally, as we explained in Section 2, adjusting the energy of
each selected wavelength can also improve the accuracy of hypoxia quantification. Therefore,
in our example, we searched for pulse energies for 780 nm and 830 nm that most accurately
calculate Hypoxia®"™. We increased the level of energy in 10% increments from the initial
baseline value (see red astros in Fig. 4) until it reached the MPE limit at the given wavelength.
MPE was calculated using Eq. (10). For instance, MPE is calculated as 28.9 mJ/cm? for 780 nm
and 36.4 mJ/cm? for 830 nm.

>, ) 1.0 0.400<1<0.700 (ym)
MPE =2C4 x 10°2(J/cm?), Cy = (10)

102=0700)  0.700<1<1.050 (pm)

We tested 45 different combinations of energy levels; five energy levels for 780 nm, and nine
energy levels for 830 nm, and calculated the Error(780nm, 830nm) (see Eq. (9)) for all energy
level combinations. The energy level combination that resulted in the smallest Error was reported
as optimum.

Figure 5 (a) shows Hypoxia®"™=26%, calculated at optimum energy levels (i.e., 28mJ/cm? at
780nm and 26mJ/cm? at 830nm), which yielded 3% improvement, compared to when energy

levels were equal; for the explanation of how sogsgo";ma ; and sOSS%H were calculated, see the

beginning of this section. Figure 5(b) shows Hypoxia®"™ versus Hypoxia™ for all 20 scenarios

estim
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Fig. 4. Maximum permissible exposure graph according to ANSI limit (black line), taken
from [71]; black arrows show MPE for wavelengths 780nm and 830nm; the red astros show
discrete levels of energy that are used in energy optimization.
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Fig. 5. (a) pixel intensity histogram of estimated sO2 after energy optimization calculated
for hypoxic and surrounding normal tissue located at the depth of 14mm with a wavelength-
pair, 780nm and 830nm. Dashed red lines indicate the mean value of the normal region,
sO;f;Z';ma ,» and that for the hypoxic region, sOifng. (b) Hypoxia®"™ versus Hypoxia™¢
for 20 scenarios (four sO, levels for normal tissue and five levels for hypoxic regions) at
the depth of 14mm for the wavelength-pair, 780nm and 830nm after energy optimization.
The Hypoxia®"™ calculated for the case presented in Fig. 5(a) is specified with a red dotted
circle in Fig. 5(b).
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Fig. 6. Hypoxia estimation error calculated at wavelength-pairs in the wavelength range
500 nm to1000 nm (with steps of 10 nm) without energy optimization (top triangle) and
with energy optimization (bottom triangle) for depths (a)2 mm, (b)6 mm, (¢)10 mm, (d)14
mm, (¢)18 mm and (f)22 mm.

at a depth of 14 mm for the wavelength-pair, 780 nm and 830 nm at their optimized level of
energy, respectively.
In Fig. 5 (b), it can be seen that after energy optimization, the error for the estimation of

Hypoxia®"™ when sO’z”:formal:Oﬁ, 0.7, and 0.8 were decreased, whereas the error was increased

when sO7%¢  =0.9, resulting in an overall smaller error for hypoxia measurement, i.e., 18%.

4.2. Wavelength optimization

We calculated the error (using Eq. (9)) for all wavelength-pairs in the wavelength range 500
nm to 1000 nm, and depths from 2 mm to 22 mm. For each wavelength-pair we considered all
eligible energy-pairs and select the one with the smallest error. The results for depths 2 mm, 6
mm, 10 mm, 14 mm, 18 mm, and 22 mm are plotted in top triangle maps in Fig. 6, where each
pixel value indicates the corresponding error for the wavelength-pair 4; and A,; those results
after energy optimization are plotted in bottom triangle maps. It can be seen that the majority of
the wavelength-pairs that produce small error are between 750 nm to 900 nm. At greater depths,
the wavelengths near 1000 nm also produce small error.

Figure 7 shows energy ratio, E(1,)/E(1;), at each wavelength-pair for depths 2 mm, 6 mm, 10
mm, 14 mm, 18 mm and 22 mm after energy optimization, where E(1) represents pulse energy
of the selected wavelength, A.
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Fig. 7. Map of energy ratio E(A;)/E()) at wavelength-pairs (A; Ay) in the wavelength range
500 nm to 1000 nm (with steps of 10 nm) for depths (a) 2 mm, (b) 6 mm, (c) 10 mm, (d) 14
mm, (e) 18 mm and (f) 22 mm. E(A) represents the pulse energy of the selected wavelength,
A

4.3. Transducer noise equivalent pressure and sensitivity

For the practical utility of the proposed method, we should consider the characteristics of
real-world transducers. The presented results so far are with the assumptions that (i) any pressure
level, however small, can be detected by a US transducer, and that (ii) the PA image reconstruction
is perfect. Studying the impact of the choice of an image reconstruction method [72,73] and
its performance in hypoxia quantification is out of the scope of this study. Therefore, with the
assumption of using a perfect image reconstruction, i.e., the PA image is equal to the initial
pressure map, we investigated the detectability of the initial pressure sources.

Wavelength-pairs that fulfill the following two conditions for at least half of the photoacoustic
image pixels in Figs.2 (a) and (b) are considered detectable if: (i) the pressure is greater than the
noise equivalent pressure (NEP) of the transducer at each wavelength, and (ii) these detected
pressures have a difference that is within the sensitivity of the transducer. We, therefore, used the
median value of pg in our computations in this section. Figure 8 shows the boxplot of initial
pressure of all pixels in both normal and hypoxic regions for a special case (sO’Zi e =07 and
Hypoxia"¢=30%) at depth of 14 mm for different wavelengths, where both NEP and transducer
sensitivity were considered to be 5 Pa. Considering NEP =5 Pa and sensitivity =5 Pa, we
reproduced the maps in the bottom triangles in Fig. 6, the results are shown in Fig. 9.

To find the best wavelength-pairs we sorted the results of the 1275 wavelength-pairs based
on their error percentage in an ascending order. Table 3 shows ten best wavelength-pairs for
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the depth of 14 mm. Similar tables have been generated for other depths, see Supplement 1,

Tables S1 to S6; these tables can be used as a guideline for wavelength-pair selection.

Table 3. Optimized wavelength-pairs at depth=14 mm with corresponding Error (A1, 12)
sorted in ascending order for equal and optimized energies without and with considering

NEP
Optimized energies without NEP and Optimized energies with NEP and
Equal energies sensitivity considerations sensitivity considerations
Error % | Ay, Ap(nm) | Error % | Ay, Ap(nm) E»/Ey Error % | A1, A2(nm) E»/Eq
15.3 790,830 13.3 800,830 1.07 159 790,910 1.27
15.8 800,810 13.3 800,870 1.18 16.1 800,900 1.31
16.8 790,820 14.2 790,870 1.13 17.3 790,920 1.43
17.6 780,840 14.5 800,850 1.14 18.3 810,890 1.27
17.8 780,850 14.5 810,870 1.19 18.7 800,910 1.33
18.5 780,860 14.6 800,840 1.10 18.9 820,890 1.24
19.1 780,870 14.9 820,870 1.17 19.1 780,920 1.36
19.2 780,830 14.9 800,860 1.14 194 790,930 .77
19.3 770,870 15.1 790,850 1.09 19.8 780,1000 0.77
19.9 790,840 15.1 790,840 1.07 19.8 810,900 1.31
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Fig. 9. Consideration of transducer NEP and sensitivity in hypoxia estimation errors
calculated at wavelength-pairs in the wavelength range 500 nm to1000 nm (with steps of 10
nm) with energy optimization for depths (a) 2 mm, (b)6 mm, (c)10 mm, (d)14 mm, (¢)18 mm
and (f) 22 mm. Grey areas in all maps are the areas where at least one of the detectability
conditions has not been fulfilled.

4.4. Linearity

For a given value of normal tissue oxygen saturation, s0’2’ o rmar» WE performed a linear regression
on the estimated hypoxia and calculated the linearity by the slope,  and coefficient of determina-
tion, R%. <1 and p>1 indicates underestimation and overestimation in the estimated hypoxia,
respectively. R? closer to 1 means a better fit and a more accurate measurement of relative
changes in hypoxia. The linearity metrics provide a measure of how accurately we detect changes
in the hypoxia for a given sO’{j‘formal, this means even if the hypoxia result was not accurate, it can
indicate the changes in hypoxia. Such analysis can be used in longitudinal studies and treatment
monitoring events.

Figure 10 shows the results of the linear regression at depth 14 mm. Here we used the best
wavelength-pair obtained after wavelength and energy optimization, i.e. 800 nm and 830 nm
(See Table 3). Table 4 presents the results for different depths from 2 mm to 22 mm with the
corresponding optimized wavelength pairs (See Supplement 1, Tables S1-S6); as can be seen

there is a good linearity between Hypoxia®™ and Hypoxia™¢ at all these wavelength-pairs.
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Fig. 10. Linear regressions calculated for estimated hypoxia at the depth 14 mm with
optimized wavelength and energy, for the wavelength-pair 800 nm and 830 nm. Different
markers correspond to different s0’2’ I:Lf)rmal and red dashed lines are linear fits where f3 is the

slope and RZ is the coefficient of determination.

Table 4. Slope and R? of linear regression of estimated hypoxia for given normal tissue
oxygen saturations at different depths with optimized wavelength and energy.

Normal tissue oxygen saturations, s0’2’ e rmal
Depth (mm) | Ay, A, (nm) 06 07 08 09
p | R | p | R p | R | p [ R
2 740, 800 0971 | 0.996 | 0.984 | 0.999 | 0.994 | 0.998 | 1.011 | 0.995
6 790, 820 0.895 | 0.998 | 0.956 | 0.998 1.014 | 0.999 | 1.068 | 0.998
10 810, 870 0.790 | 0.995 | 0911 | 0.995 | 1.0168 | 0.993 | 1.054 | 0.998
14 800, 830 0.742 | 0994 | 0.861 | 0.997 | 0995 | 0.994 | 1.094 | 0.991
18 810, 840 0.678 | 0.935 | 0.941 | 0.980 1.006 | 0.986 | 1.055 | 0.981
22 800, 830 0.649 | 0.743 | 0.794 | 0.942 | 0907 | 0.934 | 1.081 | 0.887

5. Discussion

Cerebral hypoxia in newborns can lead to severe neurological disorders if it remains undetected
early [4,5]; thus, an accurate measurement of the brain tissue oxygen saturation is highly warranted.
Photoacoustic imaging, using at least two wavelengths, through spectroscopic analysis, has the
potential to measure brain oxygen saturation [23,24,26]. The present study showed that the
spectral coloring effect, arising from the dependency of optical properties of biological tissue
to the wavelength of light, can be greatly reduced by choosing an optimum wavelength-pair
with their optimized energy level. Our method allowed an efficient and most accurate hypoxia
quantification at different depths from cortex surface down to lateral ventricle, where usually
hemorrhage and consequently hypoxia occur [74]. Without wavelength/energy optimization,
the error in the quantification of hypoxia becomes significantly large which does not justify the
use of photoacoustic spectroscopy for the measurement of O, and the detection of hypoxia.
Table 5 lists the number of wavelength-pairs with hypoxia estimation errors < 10%, < 20%
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and < 30% at different depths from 2 mm to 22 mm. It is evident that there are only a few suitable
wavelength-pairs at deeper levels (see numbers at depths 18 mm and 22 mm in Table 5). At
depth 18 mm, before energy optimization there are 2 and 24 wavelength-pairs with errors < 20%
and < 30%, respectively; there is 4 wavelength-pairs with error < 30% at depth 22 mm; and there
is no wavelength-pair with hypoxia estimation errors < 20% (see upper triangles in Figs.6(e),

6(f)).

Table 5. Slope and R? of linear regression of estimated hypoxia for given normal tissue oxygen
saturations at different depths with optimized wavelength and energy.

Optimized energies without NEP | Optimized energies with NEP and
Equal energies and sensitivity considerations sensitivity considerations
Error Error Error
Depth(mm)

10% | 20% | 30% | 10% | 20% 30% 10% | 20% 30%
2 - 11 66 42 65 110 41 62 105
6 - 102 225 57 201 276 54 192 257
10 - 87 183 1 186 302 1 129 215
14 - 11 68 - 64 246 - 15 97
18 - 2 24 - 25 158 - 2 45
22 - - 4 - 1 39 - - 2

It can be seen that energy optimization becomes more important at deeper levels due to the
stronger effect of the spectral coloring as a result of the nonlinear increase of the attenuation
of light in the tissue with depth. After energy optimization, the number of wavelength-pairs
with errors < 20% and < 30% increases to 25 and 158, respectively, at the depth of 18 mm. At
the depth 22 mm, the number of wavelength-pairs with error < 30% increases to 39;also, one
wavelength-pair becomes available with error < 20% (see lower triangles in Figs.6(e), 6(f)).

According to the results presented in Fig. 6, the majority of optimal wavelength-pairs are
within 750 nm to 900 nm for all depths. After all optimizations and taking into account practical
transducer parameters i.e., NEP and sensitivity, the number of wavelength-pairs with error <30%
or less, at depths 2 mm, 6 mm, 10 mm, 14 mm, 18 mm and 22 mm are calculated as: 105, 257,
215, 97, 45 and 2, respectively. Figure 9(f) shows the importance of our energy adjustment
protocol; one can see that the eligible wavelength-pairs at a depth of 22 mm are near 1000 nm;
these are wavelength-pairs that were not available before energy optimization (see upper triangles
in Fig. 6(f) and Supplement 1, Table S6). Our results show that the wavelengths in the range of
500 nm to 650 nm were not selected, probably due to the large optical attenuation in this spectral
window which led to initial pressures lower than NEP of the transducer (see condition (i) in
section 4.3). Further, there are wavelengths in the range of 700 nm to 900 nm that were not
selected, because the difference in the initial pressures generated by these two wavelengths were
below the sensitivity of the transducer (see condition (ii) in section 4.3). The smaller number
of wavelength pairs at depth 2 mm is probably due to the location of ROI which begins at the
surface of the cortex and located below the CSF and scalp layer. Deeper ROIs are surrounded by
the brain tissue.

We have taken into account several considerations/ assumptions in our proposed methodology:
(i) we considered the initial pressure maps as PA images, and did not perform PA image
reconstruction (i.e., we assumed that the PA reconstruction was perfect), thus we were not
concerned about acoustic properties of the tissue and PA reconstruction complexities including
skull aberration [22,75] mainly longitudinal wave and shear wave conversion, because they were
completely independent of the spectral coloring effect, and therefore would have not changed our
findings about the selected wavelength-pairs; (ii) although the NEP and sensitivity thresholds
we used in section 4.3, i.e., 5 Pa, is lower than those of commercially available US transducers,
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by increasing the area of illumination, more light can be delivered and higher pressures can
be produced (for instance by increasing the diameter of the area of illumination from 2 cm to
4 cm, the optical energy will be tripled at the depth of 14 mm). It is also worth noting that
we include the noise equivalent pressure and sensitivity analyses assuming that if the signal is
detectable then it can perfectly be reconstructed. We set the value of initial pressure as detection
criterion meaning that if the signal is not detectable at the origin then it will not be detectable after
acoustic propagation attenuation/aberration through the brain tissue and skull/scalp. However,
it does not rule out the possibility that if the signal is detectable at the origin it still might not
be detectable at the location of the transducers due to the acoustic distortion. This simplistic
analysis was to show that our obtained suitable wavelength-pairs become unavailable when some
practical acoustic considerations are taken into account, and also to show the importance of
energy optimization in making new wavelength-pairs available in the presence of the practical
acoustic considerations (see Fig. 9 and Fig. 6); (iii) our available digital head phantom has the
resolution of 0.86 mm, which is coarser than the resolution of current photoacoustic tomography
systems, therefore, in practice higher resolution O, maps of capillaries and arteries instead of
tissue can be obtained using the proposed algorithm; (iv) the energy spectrum of the lasers we
will use in practice may not necessarily reach the level of MPE provided by ANSI (see the laser
profile of Opotek HE Mobile in Supplement 1, Fig. S1 [76]); (vi) dimension of the hypoxic ROI
has been chosen according to the clinical information in the literature [4,5]; (vii) although more
number of wavelengths can improve the accuracy of sO, calculations and is in our plan to study
in the future, we used the two-wavelength approach for simplicity., it also greatly complicates the
problem and it should be investigated separately; (viii) assigning most accurate optical properties
to different regions of the brain is one critical step in this study, we used the average of the
reported values in the literature for the best approximation. We used an averaged optical property
of scalp and skull for ECT layer (skull + scalp), considering the effect of melanin. We did not
account for the variation of the concentration of melanin for different skin types. We plan to
investigate the effect of skin type in our findings in a future study.

Figure 11 shows how the error in the estimation of hypoxia at different depths changes if true
absorption coefficients for both wavelengths vary by +1% (blue), +2% (red), +5(cyan), -1%
(green), -2% (pink) and -5 (orange) relative to the original values that we used in this study for
the ECT tissue (Fig. 11(a)) as well as the brain tissue (Fig. 11(b)). Black dashed line shows
the original error for the best wavelength-pair (with equal energies) at different depths (see
Supplement 1, Tables S1-S6). It can be seen that changes in hypoxia estimation are non-trivial
and do not follow changes in absorption coefficients which is likely due to the nonlinear nature of
the problem Changes in the absorption coefficients lead to a change in fluence distributions and
consequently in initial pressure distributions which in turn affects the estimation of sO; value in
the region of hypoxia and its surrounding normal tissue, and finally in the value of hypoxia. The
many stages of calculation makes interpreting individual cases difficult. Such complexity though
in the analysis of spectral coloring event well justifies the use of simulations. The low percentage
of error at 10 mm in both graphs is probably due to the particular values of absorption coefficients
of layers above the 10 mm. These results do not necessarily lead to a universal conclusion for
other cases with different set of parameters. Please note that we assumed that the tissue optical
properties at both wavelengths were equally modified.

In addition to optical properties, variations in the region of interest or geometry can change
our current results: (i) if a region of interest with a different size, shape or at a different location
is chosen, for which our methodology will be performed and new results will be obtained; (ii) if
a subject with a different head geometry than our head phantom is utilized. The latter is a great
topic for a comprehensive future study in which subject dependency of our methodology/results
to different head geometries and age will be evaluated. In the same study, comparing the results
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Fig. 11. Changes in the error of estimated hypoxia at different depths when absorption
coefficient is changed by +1%(blue), +2%(red), +5(cyan), -1%(green), -20%(pink) and
-5(orange) relative to the original values of absorption coeflicient considered for (a) ECT
layer and (b) brain tissue. Dashed black line shows the original error. The errors are
computed for the best wavelength pairs with equal energy at different depths (see Supplement
1, Tables S1-S6).

obtained from an averaged head model from several same-age newborns to those obtained from
one of the newborns’ head model will be investigated.

In clinical applications, where imaging a region is important instead of imaging a structure
at a specific depth, a superposed image of several wavelength pairs will be used. We plan to
investigate this in detail in a future study.

Our presented concept and methodology can certainly be extended to adult human brain
where we expect being able to measure the hypoxia at much less depths. Indeed, the results will
significantly be impacted by the attenuating and aberrating effects of the thick scalp and bony
very thick skull (compared to those in newborn) [77“81].

6. Conclusion

Cerebral hypoxia is a severe injury that increases the risk of development of neurological disorders
in the neonatal period. It is crucial to recognize hypoxia as soon as possible because early
intervention improves outcomes. With spectroscopic photoacoustic imaging, using at least
two wavelengths, one can measure sO; and use it for the evaluation of hypoxia. Due to the
spectral coloring effect, choosing the right wavelength-pair for most accurate sO, measurement
is essential. Using a realistic neonate head model and Monte Carlo simulations, we studied the
error in sO, measurement due to the spectral coloring and identified optimum wavelength-pairs
at different depths from the cortex down to the lateral ventricle (these optimum wavelength-pairs
are reported in Table 3 as well as Supplement 1, Tables S1 to S6). We also demonstrated, for
the first time, that the accuracy of sO, measurements can be improved by adjusting the level
of light energy for each wavelength-pair, with which a greater number of wavelength-pairs
become available. Although PA spectroscopy using more wavelengths improves the accuracy
of oxygenation measurement, implementation of near real-time multi-wavelength spectroscopy,
using the current high energy pulsed lasers, required to study changes in hemodynamic parameters
is not easily feasible. Considering the growing interest in photoacoustic brain imaging, this work
could assist in a more efficient and accurate use of photoacoustic spectroscopy and help in the
clinical translation of this promising imaging modality.
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